6
The hind paw volume (HPV, %) increase was calculated as the percentage increase in 126 the HPV on a given experimental day relative to the HPV at the beginning of the experiment. 127
This parameter was recorded on days 1, 14, 21, and 28 with the use of an electronic water 128 plethysmometer (UGO BASILE, Comerio-Varese, Italy). 129
130

Measurement of monocyte chemoattractant protein-1 (MCP-1) in plasma 131
For determination of plasmatic concentration of MCP-1 an ELISA kit from 132 eBioscience ® was used. The assay procedure was applied as described in the product manual. 133
An anti-rat MCP-1 monoclonal coating antibody was adsorbed onto microwells. Rat MCP-1 134 was present in the sample or standard bound to antibodies adsorbed to the microwell; a biotin-135 conjugated monoclonal anti-rat MCP-1 antibody bound to rat MCP-1 was captured by the first 136
antibody. Streptavidin-HRP was bound to the conjugated anti-rat MCP-1. Following 137 incubation, unbound biotin conjugated anti-rat MCP-1 and Streptavidin-HRP were removed 138 during a wash step and substrate solution reactive with HPR was added to the wells. A 139 colored product was formed in proportion to the amount of soluble rat MCP-1 present in the 140 sample. The reaction was terminated by addition of acid and absorbance was measured at 450 141 nm in comparison with reference wavelength 620 nm (microplate reader MRX II, Dynex, 142 USA). The results were calculated from standard calibration curve on internal standards. 143
144
Measurement of interleukin 1β (IL-1β) and matrix metalloproteinase 9 (MMP-9) in plasma 145
For determination of plasmatic concentration of IL-1β and MMP-9, an ELISA kit 146 from R&D Systems Quantikine ® was used. The assay procedures were applied as described in 147 the product manuals. 148 149 Total RNA was isolated from the rat cartilage tissue. The cartilage was pulverized in 179 liquid nitrogen followed by RNA extraction with the RNAzol RT (Sigma-Aldrich). RNA was 180 converted into complementary DNA (cDNA) using the PrimeScript RT Reagent Kit (Takara) 181 following the protocols of the manufacturers. Amplification and detection of cDNA of 182 reference and target genes were performed on a 7300 Real-Time PCR System (Applied 183 Biosystems) using HOT FIREPolEvaGreenR qPCR MixPlus (ROX) (Solis Biodyne). Relative 184 mRNA expressions of iNOS were analyzed using the ΔΔCt value method (Winer et al. 1999) . 185 β-actin was used as a reference gene. PCR products were evaluated by melting curve analysis 186 to confirm the specific amplification. The sequences of the primers were designed and 187 checked using Primer 3 and Oligo Analyzer 1.0.3 (table 1) . 188
Statistical analyses 189
Mean and S.E.M. values were calculated for each parameter in each group. 190 Statistically significant differences among treated groups, untreated group and control group 191 were tested using parametric Analysis of Variance (ANOVA). After post hoc (Tukey-Kramer) 192 testing, significance designations were specified as follows: extremely significant ( *** p< 193 0.001), highly significant ( ** p < 0.01), significant ( * p< 0.05), and not significant (p> 0.05). both forms of carnosine studied were also able to decrease HNE to control level (table 3) . 
